Abstract: Nonalcoholic fatty liver disease (NAFLD) encompasses a clinicopathologic spectrum of diseases ranging from isolated hepatic steatosis to nonalcoholic steatohepatitis (NASH), the more aggressive form of fatty liver disease that may progress to cirrhosis and cirrhosis-related complications, including hepatocellular carcinoma. The prevalence of NAFLD, including NASH, is also increasing in parallel with the growing epidemics of obesity and diabetes. However, the causal relationships between obesity and/or diabetes and NASH or liver tumorigenesis have not yet been clearly elucidated. Animal models of NAFLD/NASH provide crucial information, not only for elucidating the pathogenesis of NAFLD/NASH, but also for examining therapeutic effects of various agents. A high-fat diet is widely used to produce hepatic steatosis and NASH in experimental animals. Several studies, including our own, have shown that long-term high-fat diet loading, which can induce obesity and insulin resistance, can also induce NASH and liver tumorigenesis in C57BL/6J mice. In this article, we discuss the pathophysiology of and treatment strategies for NAFLD and subsequent NAFLD-related complications such as NASH and liver tumorigenesis, mainly based on lessons learned from mouse models of high-fat diet-induced NAFLD/NASH.
Introduction
Nonalcoholic fatty liver disease (NAFLD) is histologically characterized by more than 5% hepatic triglyceride accumulation, resulting in steatosis and hepatic inflammation [1] . NAFLD encompasses a clinicopathologic spectrum of diseases ranging from isolated hepatic steatosis to nonalcoholic steatohepatitis (NASH), the more aggressive form of fatty liver disease that may progress to cirrhosis and cirrhosis-related complications, including hepatocellular carcinoma (HCC). The prevalence of NAFLD, including NASH, is also increasing in parallel with the growing pandemic of obesity [2] . It has been estimated that as many as 30% of adults in the USA and other Western countries have NAFLD [3] ; the prevalence increases to more than two-thirds in obese subjects [4] . On the other hand, NASH may be present in up to 3% of the general population [5] . In addition to hepatic complications, patients with NAFLD are at an increased risk for cardiovascular diseases [6] .
The prevalence of diabetes mellitus has been rising globally over the past about 30 years [7] . Today, there are an estimated 371 million adults with diabetes, with four out of five of these patients living in low-to middle-income countries [8] . Type 2 diabetes is a multifactorial disease caused by genetic predisposition as well as environmental factors that lead to an absolute or relative deficiency of insulin actions. Insulin resistance, one of the metabolic hallmarks of type 2 diabetes, occurs in a high percentage of patients (66%-83%) with NAFLD [9] . Conversely, NAFLD is highly prevalent (up to 70%) among patients with type 2 diabetes [10] , in whom increased hepatic triglyceride accumulation occurs independently of the body mass index [11] . The presence of NAFLD in individuals with type 2 diabetes appears to be a risk factor for increased mortality, with the most common causes of death being malignancy and liver disease [12] . On the other hand, the presence of type 2 diabetes is not only a risk factor for the development of NASH, but also a risk factor for the development of cirrhosis and HCC [13, 14] . Thus, NAFLD and type 2 diabetes frequently coexist, sharing pathogenetic abnormalities such as obesity and insulin resistance.
In this article, we discuss the pathophysiology of and treatment strategies for NAFLD and subsequent NAFLD-related complications such as NASH and liver tumorigenesis, mainly based on lessons learned from mouse models of high-fat (HF) diet-induced NAFLD/NASH.
Animal models of NAFLD/NASH are classified into genetically-engineered models and nutritional models. Numerous genetic models of NAFLD/NASH have been reported to date [17] In some of them, such as sterol regulatory element binding protein (SREBP)-1c-transgenic mice [18, 19] and phosphatase and tensin homologue deleted on chromosome 10 (PTEN)-null mice [20] , hepatic steatosis occurs first, followed subsequently by the development of steatohepatitis. On the other hand, one of the representative examples of nutritional models of NAFLD/NASH is the model established using a methionine-and choline-deficient diet (MCD model). The MCD model, which is frequently used to study more progressive liver pathologies, shows steatosis with lobular inflammation and perisinusoidal and pericentral fibrosis. However, the metabolic profile of the MCD model is opposite to that of typical human NASH, namely, this mouse model does not show obesity or insulin resistance [21, 22] .
A HF diet is widely used to induce hepatic steatosis and NASH in experimental animals. However, variable results are obtained with regard to the degree of steatosis, inflammation and fibrosis, and the results depend on the rodent strain, the fat content of the diet, the composition of the dietary fat, and the duration of treatment [17] . A diet enriched in fructose and cholesterol in addition to fat induced the development of NASH in C57BL/6J mice [23] ; It has been shown that long-term HF diet loading can induce obesity and insulin resistance and also NASH and liver tumorigenesis in C57BL/6J mice [24, 25] .
We also tested the effect of long-term HF diet loading on the development of NASH and liver tumorigenesis in C57BL/6J male mice [26] . Male littermates derived from the intercrosses were fed standard chow (SC) until 8 weeks of age, and then given free access to either SC or a HF diet. The compositions of the SC and HF diets are shown in Table 1 . The fatty acid composition of the HF diet consisted of 22% saturated fatty acid (12.6% palmitic acid, 7.5% stearic acid) and 77% unsaturated fatty acid (64.3% oleic acid, 10.2% linoleic acid). The body weight, liver weight, fasting insulin level and leptin level were significantly higher, while the plasma adiponectin level was significantly lower in the mouse model fed the HF diet as compared with the findings in the mice fed SC. The glucose-lowering effect of insulin was also impaired in the HF-diet-fed mice as compared with that in the mice fed SC. Thus, long-term administration of a HF diet induced obesity and insulin resistance in the mouse model. The livers from the mice fed the HF diet for 60 weeks were enlarged as compared with those from the animals fed SC for the same duration (Figure 1 ). Whereas the mice fed SC showed an almost normal liver histology, those fed the HF diet exhibited the typical features of NASH in various stages of progression in the liver, including portal inflammation and blue wave-like bands of fibrotic tissue in portal lesions. The expression levels of lipogenic genes after 30 weeks and those of the genes encoding inflammatory cytokines and oxidative stress after 60 weeks were significantly increased in the HF-diet-fed mice as compared with the expression levels in the animals fed SC. Moreover, tumors of various diameters were frequently observed on the liver surface in the HF diet group (Figure 1 ). These nodular lesions were observed on the liver surface in 10% of the animals after 30 weeks and in 54% of the animals after 60 weeks of administration of the HF diet in the mice. In contrast, no such nodular lesions were detected in the mice that were fed SC. These results reflect the natural course of human NAFLD/NASH: in other words, steatosis developed in healthy livers, followed by an inflammatory process triggered by the release of cytokines and oxidative stress that resulted in hepatocellular degeneration, fibrosis and tumorigenesis. On the other hand, this mouse model showed some atypical features relative to cases of human NASH. Although nodular lesions were detected in these mice, fully developed cirrhosis was rarely seen. However, it has been reported that HCCs without cirrhosis are not unusual in either humans or mice, suggesting that liver cirrhosis may not be a prerequisite for the development of liver tumorigenesis, especially in the presence of NASH [24] . 
Role of Insulin Signaling in HF Diet-Induced NAFLD/NASH
In the liver, insulin normally suppresses hepatic glucose production by inhibiting gluconeogenesis and glycogenolysis, and promotes glycogen synthesis and lipogenesis [27] . Thus, hepatic insulin signaling is essential to the maintenance of energy homeostasis through the regulation of glucose and lipid metabolism. In the insulin-resistant state, when insulin no longer regulates carbohydrate and lipid metabolism, hyperglycemia, hepatic steatosis and dyslipidemia ensue. Hepatic insulin resistance has been classically defined as an inability of insulin to suppress the hepatic glucose output. Since insulin signaling normally induces de novo lipogenesis in the liver, this pathway would be expected to be impaired as well in states of insulin resistance. However, the presence of hepatic steatosis argues against this assumption, and unlike insulin signaling related to glucose homeostasis, promotion of lipogenesis by insulin is preserved, driving the synthesis and accumulation of triglyceride in the liver. One theory explaining this phenomenon has been termed "selective insulin resistance", in which the insulin signaling pathways related to glucose metabolism are impaired, while those stimulating lipid metabolism are preserved, resulting in the co-existence of hyperglycemia and dyslipidemia in insulin-resistant states [28] . Both humans with insulin resistance caused by inherited mutations in the insulin receptor and mice with a liver-specific deletion of the insulin receptor exhibit hyperglycaemia and hyperinsulinemia, but both are protected against hepatic steatosis and hypertriglyceridemia [29, 30] . This finding is consistent with the idea that not all signals are blunted in classical insulin-resistant states; rather, some signaling is preserved, particularly that related to the development of hepatic steatosis.
Insulin signaling is initiated when insulin binds to its receptor expressed on the cell membrane. The insulin receptor is a receptor tyrosine kinase, which, upon binding of insulin, is autophosphorylated and activated. Once activated, the receptor can phosphorylate tyrosine residues on the insulin receptor substrate (Irs) molecules. Irs proteins bind the phosphatidylinositol-3-kinase (PI3K) and activate it by localization to the membrane. PI3K phosphorylates the membrane lipid phosphatidylinositol 4,5-bisphosphate (PIP2) converting it into 3,4,5-trisphosphate (PIP3), an action that can be reversed by the phosphatase PTEN. PIP3 binds and localizes the 3-phosphoinositide-dependent protein kinase-1 (PDK1) to the cell membrane, along with PDK1's targets, Akt and atypical protein kinase C (aPKC). These two target kinases are phosphorylated and activated by PDK1, eventually leading to many of the effects of insulin on glucose, lipid and protein metabolism.
Out of these molecules, Irs1 and Irs2 exhibit high structural homology, are abundantly expressed in the liver, and are thought to be responsible for transducing insulin signals from the insulin receptor to the intracellular effectors in the regulation of glucose and lipid homeostasis [31, 32] . Insulin-receptor signaling can be almost exclusively mediated by Irs1 and Irs2 in the liver: Irs2 mainly functions during the fasting state and immediately after refeeding, while Irs1 functions primarily after refeeding [32] . Also, Irs1 has been observed to play a dominant role under states of nutrient excess [33] . : open triangles). Values are the means ± S.E. ** p < 0.01 [26] .
We investigated the incidence of NASH and liver tumorigenesis in insulin receptor substrate (Irs)-1-knockout (Irs1 −/− ) male mice on long-term HF diet feeding [26] . Irs1 −/− mice are known to exhibit postnatal growth retardation and insulin resistance, but a normal glucose tolerance because of the compensatory beta cell hyperplasia despite resistance to the glucose-lowering effect of insulin [34] [35] [36] . Although no difference in the ratio of the visceral weight to the body weight was observed between wild-type (WT) and Irs1 −/− mice fed a HF diet, the results of the insulin tolerance test and oral glucose tolerance test revealed that the Irs1 −/− mice fed the HF diet showed severe insulin resistance and marked postprandial hyperglycemia as compared to the WT mice fed the same diet ( Figure 2) ; the liver weight and triglyceride content of the liver were also significantly lower in the Irs1 −/− mice than in the WT mice fed the HF diet. Furthermore, although the WT mice fed the HF diet exhibited the typical features of NASH, the Irs1 −/− mice fed the HF diet showed an almost normal liver histology, with significantly lower pathological scores for NASH ( Figure 3 ). The proportion of nodular lesions was significantly lower in the Irs1 −/− mice fed the HF diet than in the WT mice fed the same diet (9.1% in the Irs1 −/− mice vs. 63.6% in the WT mice). These results indicate that the disruption of Irs1 protected against HF diet-induced NASH and liver tumorigenesis despite being associated with severe hyperglycemia and insulin resistance [26] . The Irs2 levels were significantly decreased in the HF diet-fed mice as compared with those in the animals fed SC under fasting conditions, while they were similar between the two groups under refeeding conditions. Thus, insulin signaling may be decreased mainly under fasting conditions in the HF-diet group, as hyperinsulinemia associated with HF diet feeding may suppress Irs2 expression [27] . HF diet feeding might place the mice in a chronically postprandial state that preferentially inactivates Irs2, while persistent Irs1 signaling, which has been proposed as the dominant regulator of the expression of hepatic genes controlling lipogenesis, could promote lipogenesis leading to hepatic steatosis [33] . In contrast, the hepatic insulin signaling in the Irs1 −/− mice fed the HF diet was impaired, since Irs1 was absent and Irs2 signaling was suppressed by the hyperinsulinemia induced by the HF diet. Thus, the pathophysiological features in the Irs1 −/− mice fed the HF diet might be similar to those in the liver-specific Irs1/Irs2 double-knockout mice and liver-specific insulin receptor-knockout mice [30, 33] . A similar situation is seen with the liver-specific loss-of-function of the p110α subunit of PI3K [37] , or of Akt [38] . Since the Irs proteins lie between these steps [39] , the phenotypes of the animals in these previous studies using genetically engineered insulin receptor/Irs/PI3K/Akt mouse models were probably consistent with the phenotype of the Irs1 −/− mice fed the HF diet in our study. The downstream molecular mechanisms need to be further examined in future studies.
Effect of Hyperglycemia on HF Diet-Induced NAFLD/NASH
Type 2 diabetes is a risk factor for progressive liver disease and liver disease-related death in patients with NAFLD [9] . Numerous epidemiological studies have identified associations between type 2 diabetes and several types of cancers in various populations. In particular, the strongest relationships have been demonstrated for hepatocellular carcinoma [40] . Considering the complexity of the interactions between diabetes and cancer, it is important not to overlook glucose as a potentially relevant mediator [40] . As described in the previous section, Irs1 −/− mice fed a HF diet were dramatically protected against NASH and liver tumorigenesis despite exhibiting marked postprandial hyperglycemia. These results suggest that hyperglycemia per se may not play a significant role in the development of NASH and liver tumorigenesis. Glucokinase is the predominant glucose phosphorylation enzyme in the pancreatic beta cells and hepatocytes, and plays an important role as a glucose sensor in the pancreatic beta cells and as a glucose metabolism regulator in the liver [41, 42] . We demonstrated that WT mice fed a HF diet maintained near-normal glucose tolerance, whereas mice with haploinsufficiency of beta cell-specific glucokinase (Gck +/− ) developed diabetes because of insufficient beta cell hyperplasia, despite the two groups of animals showing a similar degree of insulin resistance [43] [44] [45] . These results suggest that Gck +/− mice fed a HF diet represent a good animal model of hyperglycemia. Thus, we investigated the effect of long-term HF diet feeding on the development of NASH and liver tumorigenesis using Gck +/− mice to clarify whether hyperglycemia per se may be involved in the pathogenesis of these conditions. The livers from the Gck +/− mice fed a HF diet for 60 weeks were enlarged, as compared with those from the animals fed SC for the same duration. Whereas the Gck +/− mice fed SC showed an almost normal liver histology, the livers of the mice fed the HF diet exhibited the typical features of NASH. The expression levels of the genes encoding inflammatory cytokines and oxidative stress were significantly elevated in the Gck +/− mice fed the HF diet for 60 weeks, as compared with the levels in the animals fed SC for the same duration. Moreover, nodular lesions were observed in 9.1% of the animals after 30 weeks and in 45.1% of the animals after 60 weeks of administration of a HF diet in the Gck +/− mice, while no such nodular lesions were detected after any length of time in the mice fed SC. Therefore, the same degrees of NASH and liver tumorigenesis were observed in the Gck +/− mice and WT mice fed a HF diet. These results indicate that hyperglycemia per se had no effect on the HF diet-induced NASH or liver tumorigenesis. Rather, hyperinsulinemia seems to play an important role in the pathogenesis of these conditions, since plasma insulin levels were almost the same between the WT mice and Gck +/− mice fed a HF diet. We also demonstrated previously that hyperinsulinemia, but not hyperglycemia, was associated with the severity of NASH in human subjects [46] . Moreover, data from large randomized controlled trials of aggressive glycemic control suggest that cancer risk is not reduced through improvement of glycemic control in type 2 diabetic patients [47] . Our experimental results were consistent with these epidemiological data. Recently, Johnson et al. advocated the hypothesis that hyperinsulinemia, but not hyperglycemia, is causally linked to an increased cancer risk [48] , and our results support their hypothesis.
Impact of Current Treatments on HF Diet-Induced NAFLD/NASH

Lifestyle Modification
Animal models of NAFLD/NASH provide crucial information, not only for elucidating the pathogenesis of NAFLD/NASH, but also for examining therapeutic effects of various agents. Lifestyle-induced weight loss such as by caloric restriction improves the insulin sensitivity and is the ideal treatment for NAFLD/NASH. A ≥ 5% weight loss improved hepatic steatosis and a ≥ 7% weight loss also improved histological disease activity [49] . To mimic the human disease situation, we compared the C57BL/6J male mice fed the HF diet for 30 weeks followed by SC for the subsequent 30 weeks, with mice from the same genetic background that were fed the HF diet for the entire 60 weeks [26] . The mice that were switched from the HF diet to SC showed a significantly lower body weight and visceral fat weight than the animals that were fed the HF diet for the entire 60 weeks, although there were no differences in the fed-state blood glucose levels between the two groups. The diet switch improved the degree of hyperinsulinemia and insulin resistance. As compared with the findings in the mice that were continued on the HF diet for the entire 60 weeks, those that were switched from the HF diet to SC showed an almost normal liver histology. Also, the expression levels of the inflammatory cytokine-and oxidative stress-related genes were decreased significantly in the group in which the diets were switched. Moreover, the proportion of nodular lesions was also significantly decreased in the group that underwent the dietary switch (13.3% in the group in which the diets were switched vs. 66.7% in the group in which the HF diet was continued). These findings suggest that correction of the nutrient condition improved obesity and the related insulin resistance and protected the animals against HF diet-induced NAFLD/NASH and liver tumorigenesis. These findings were consistent with Hill-Baskin's report [24] . Recently, it has been reported that withdrawal of the dietary overload by switching to a low-fat chow diet resulted in not only reversal of the hepatic steatosis, but also restoration of the metabolite profiles in the liver [50] .
Insulin-Sensitizers: Thiazolidinediones
From the results observed in long-term HF diet-induced NAFLD/NASH mouse models, it was considered that the prevention of hyperinsulinemia using insulin-sensitizers such as thiazolidinediones and metformin could be a useful treatment strategy for protecting against NAFLD/NASH and liver tumorigenesis. Thiazolidinediones are peroxisome proliferator-activated receptor (PPAR) γ agonists that redistribute fat from the muscle and liver to the peripheral adipose tissue and thereby improve insulin resistance. A meta-analysis of the results of clinical trials of thiazolidinediones demonstrated an overall histological improvement of steatosis and inflammation, but not of fibrosis in patients with NASH [51] . Also, a recent nationwide case-control study revealed that the use of thiazolidinediones was associated with a decreased incidence of liver cancer in diabetic patients [52] . Although accumulating evidence suggests that thiazolidinedione treatment reduces hepatic steatosis in humans, the drug has not been demonstrated to reduce hepatic steatosis in mouse models [50, 53, 54] . This difference in effect may be related to the difference in the expression of PPARγ between mice and humans. While only low levels (10%-30% of adipose tissue) of PPARγ mRNA expression have been reported in the human liver and no further increased data demonstrating the increased expression of PPARγ have been reported in human hepatic steatosis, the hepatic expression of PPARγ is markedly elevated in many rodent models of diabetes and insulin resistance with hepatic steatosis [55] . However, it has been reported that pioglitazone, one of the representative thiazolidinediones, had a hepato-protective effect by attenuating the hepatic oxidative DNA damage in a HF diet mouse model [56] .
Insulin-Sensitizers: Metformin
Metformin, a biguanide, remains the most widely used first-line drug for the treatment of type 2 diabetes [57] ; the drug exerts its effect predominantly by reducing hepatic glucose production [58] . In addition to improving the glycemic control in patients with diabetes, metformin has recently drawn attention for its potential antitumor effect [59] . Epidemiological studies have shown that metformin treatment is associated with a significantly reduced risk of cancer mortality and development [60] [61] [62] , and also that metformin significantly reduces the risk of development of liver cancer in humans [62] [63] [64] .
We investigated the effect of metformin on HF diet-induced NASH and liver tumorigenesis using C57BL/6J male mice [65] . Eight-week-old mice were randomly divided into three groups: a control SC group fed SC, the HF group fed a HF diet, and the HF + Met group fed a HF diet and treated with metformin; in this last group, the metformin treatment was continued for 60 weeks together with the HF diet. The HF group showed significantly higher liver weights than the SC group, while the values of these parameters were significantly decreased in the HF+Met group as compared with those in the HF group. Scoring of the pathological findings showed a significant increase in the scores for liver steatosis, inflammation and fibrosis in the HF group as compared with the scores in the SC group. The scores for inflammation and fibrosis, but not for steatosis, were significantly improved in the HF + Met group as compared with those in the HF group. Nodular lesions on the liver surface were observed in approximately 70% of the mice in the HF group, but in none of the animals of the SC group. However, metformin treatment significantly decreased the incidence of the nodular lesions. These results indicate that treatment with metformin produced partial improvement of the long-term HF diet-induced NASH and prevented liver tumorigenesis in the mice. Next, an 8-week study was performed. This study showed that short-term metformin treatment improved fat accumulation in the liver, without having any effects on the expression levels of the genes encoding lipogenic and β oxidation-related enzymes; furthermore, short-term metformin treatment also suppressed adipocyte hypertrophy and improved HF diet-induced adipose tissue inflammation.
Administration of a HF diet to the mice at least initially led to a homeostatic remodeling that promoted adipose tissue expansion in response to the energy surfeit [66] . By contrast, in the later stages of chronic HF feeding, adipose tissue remodeling was observed [66] . Under the latter condition, the inability of the adipose tissue to fully meet the demand for the additional fat storage could contribute to a lipid overflow to other organs such as the liver [67] [68] [69] . A recent study showed a strong link between the inflammatory and morphological changes in the adipose tissue and the progression of steatosis to NASH [70] . In our study, metformin initially suppressed the adipocyte hypertrophy and inflammation, and improved the fat accumulation in the liver. These results suggest that metformin may suppress the overproduction in the adipose tissue of fatty acids that flow into the liver, which could contribute to the prevention of hepatic steatosis in the HF diet-fed mice. Our study indicated that metformin suppressed HF diet-induced fat accumulation in the liver after 8 weeks of treatment and improved the inflammation in the liver after 60 weeks of treatment. These findings suggest that metformin may prevent liver tumorigenesis through suppression of the natural course of the pathologic progression of NASH in mice.
To investigate whether metformin may also prevent the development of liver tumors in a mouse model of NAFLD, we compared the findings in mice fed the HF diet for 30 weeks followed by the HF diet plus metformin for the subsequent 30 weeks, with those in mice fed the HF diet for the entire 60 weeks. The results suggest that metformin treatment was insufficient to protect against HF diet-induced liver tumorigenesis in mice that had already begun to develop NAFLD; this finding may be consistent with that of a recent meta-analysis that indicated lack of any effect of metformin in improving the liver histology in patients with NAFLD/NASH [49] . Why did the mice fed the HF diet for 30 weeks followed by HF diet plus metformin for the subsequent 30 weeks fail to prevent the HF diet-induced liver tumorigenesis? One possibility is that insulin resistance, and perhaps resulting hyperinsulinemia, could play important roles in the pathogenesis of the development of NASH and liver tumorigenesis. In fact, the glucose-lowering effect of insulin was improved in the HF + Met group as compared with that in the HF group for the entire 60 weeks. By contrast, there were no differences in the glucose-lowering effect of insulin between the mice fed the HF diet for 30 weeks followed by the HF diet plus metformin for the subsequent 30 weeks and mice fed the HF diet for the entire 60 weeks. Another possibility is that since adipose tissue remodeling had already been observed in the stages of chronic HF feeding for 30 weeks, metformin is unable to suppress overproduction in the adipose tissue of fatty acids that flowed into the liver. Consequently, metformin failed to suppress the natural course of the pathologic progression of NASH in mice. Collectively, we propose that treatment with metformin may be useful as an early intervention, that is, prior to the onset of NAFLD, to prevent liver tumorigenesis in patients with diabetes. However, further research is needed to confirm this contention.
Lipid-Lowering Drugs
Statins (hydroxy-methyl-glutaryl coenzyme A (HMG CoA) reductase inhibitors) are the mainstay of lipid-reducing drug therapy in patients with hyperlipidemia. Since patients with NAFLD exhibit a high risk for the development of cardiovascular disease, statins are frequently prescribed to patients with NAFLD and hyperlipidemia [71] . Although the degree of biochemical and ultrasonographic regression of NAFLD was significantly greater in patients treated with statins than in those treated with fibrates [72] , a randomized controlled trial revealed no effect of statins on the liver histology [73] . Ezetimibe is a sterol absorption inhibitor that blocks Niemann-Pick C1-Like 1 (NPC1L1)-mediated cholesterol absorption in the apical brush border membrane of jejunal enterocytes [74] . In humans, in addition to the effect of lowering the serum levels of low-density lipoprotein (LDL) cholesterol [75] , ezetimibe has been shown to have potential effects on liver steatosis [76] and insulin resistance [77] . In an open-label, pilot study, Yoneda et al. reported that ezetimibe reduced the histological severity of ballooning and fibrosis [78] .
We investigated the impact of ezetimibe on the insulin sensitivity in C57BL/6 mice fed a HF diet [79] . Ezetimibe had no impact on the body weight or fat mass, but significantly decreased the liver weight, hepatic triglyceride content and hepatic cholesterol content. Along with increasing the phosphorylation level of Akt, ezetimibe ameliorated hepatic insulin resistance as evaluated by a euglycemic-hyperinsulinemic clamp study and also up-regulated hepatic SHP expression. Since our results indicated that SHP silencing mainly in the liver worsened insulin resistance and that ezetimibe protected the mice against insulin resistance caused by SHP deficiency, we suggest that ezetimibe ameliorates hepatic insulin resistance via a pathway involving SHP in HF diet-fed mice.
Although our results were consistent with those of previous studies suggesting that ezetimibe improved insulin resistance and hyperinsulinemia, combined use of this drug with other agents significantly improved the histopathological findings in a mouse model of NAFLD produced by administration of a HF diet, as compared with those in animals receiving ezetimibe monotherapy [80, 81] . Nozaki, et al. proposed a novel combination therapy for NAFLD/NASH consisting of ezetimibe and acarbose, an α-glucosidase inhibitor [80] . This report indicated that long-term combination therapy with ezetimibe and acarbose significantly reduced the severity of steatosis and inflammation/ fibrosis in the liver as compared with that observed in animals administered long-term monotherapy with either drug in the mouse model of HF diet-induced NAFLD. The combined therapy decreased the serum cholesterol level more efficiently in the presence of improved insulin sensitivity by inhibiting both intestinal cholesterol and glucose absorption, thereby suppressing the inflow of lipids into the liver. Furthermore, the combination therapy promoted the release of lipids from the liver and also the β-oxidation of lipids through the activation of liver microsomal triglyceride transfer protein (MTP) and PPAR-α1, thereby reducing the hepatic triglyceride and cholesterol stores and dramatically attenuating the pathology of NAFLD/NASH. Also, the effect of combined ezetimibe plus atorvastatin therapy was investigated in obese, insulin-resistant Alms1 mutant (foz/foz) mice fed a HF diet [81] . Combined ezetimibe plus atorvastatin therapy significantly lowered the hepatic free cholesterol levels in HF-fed foz/foz mice with NASH. Pharmacological reduction of hepatic free cholesterol was associated with normalization of JNK activation in the hepatocytes, and decrease in the severity of liver injury, hepatocyte apoptosis, NF-κB activation, adhesion molecule expression, circulating MCP-1 levels and polymorphonuclear/macrophage infiltration, with histological reversal of steatohepatitis and liver fibrosis. These findings could lead to the exploration of combined ezetimibe-based therapy in humans with NAFLD/NASH.
Conclusions
As described in this review, mouse models of HF-diet-induced NAFLD/NASH provide a wealth of information. For example, inhibition of Irs1, which is one of the key molecules in insulin signaling, might protect against HF diet-induced NASH and liver tumorigenesis. Hyperglycaemia per se could not affect HF diet-induced NASH and liver tumorigenesis. Lifestyle-induced weight loss and treatment with metformin could protect the animals against HF diet-induced NAFLD/NASH and liver tumorigenesis. However, the mechanisms underlying the causal relationships between obesity or diabetes and NASH or liver tumorigenesis have not yet been clearly elucidated, although the proposed enterobacteria-mediated pathogenetic mechanism has drawn attention [82, 83] . With regard to the association between metabolic disorders and cancers, the incidence of not only HCC, but also of intrahepatic cholangiocarcinoma (IH-CCA) is increasing [84] . A recent meta-analysis identified many risk factors of IH-CCA that were common to HCC, such as obesity and diabetes [85] . This study supports the presence of common mechanisms involved in the pathogenesis of primary epithelial neoplasia within the liver and has prompted hypotheses to be forwarded regarding the etiology and pathogenesis of these cancers. Further research is needed to obtain further knowledge on the molecular mechanisms and to develop better therapeutic approaches.
